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C O R R E S P O N D E N C E
Detection of Kaposi’s sarcoma herpesvirus DNA
sequences in pericardial fluid in a patient with
multicentric Castleman’s disease
Human herpesvirus 8 (HHV-8), also known as
Kaposi’s sarcoma-associated herpesvirus (KSHV),
is a member of the subfamily Gammaherpesvirinae,
which has been associated with all forms of Kaposi’s
sarcoma (KS) [1,2], multicentric Castleman’sdisease
(MCD) [3] and body cavity-based lymphomas (or
primary effusion lymphomas (PEL)) [4].
KSHV DNA sequences have been detected by
PCR in KS lesions, peripheral blood mononuclear
cells [5], and several types of samples such as
saliva [6], semen [7] and prostatic tissue [8].
In this report, we describe for the first time the
detection of KSHV DNA sequences in pericardial
fluid by a single targeted PCR.
A human immunodeficiency virus (HIV)-
seronegativepatient, with therelapsingplasmacytic
form of MCD with B symptoms, was first diagnosed
by swollen lymph node biopsy 6 years ago. After
that, for a period of 4 years, its main feature was a
periodic fever lasting for a few days and then sub-
siding. During the febrile period the patient also had
an exacerbation of his lymphadenopathy and
respiratory tract complications. He was very well
during the intervals of the disease, and thus no
specific therapy had ever been given.
For the last 2 years the patient has had an unex-
plained anemia and thrombocytopenia but no other
evidence of disease. An extensive investigation of
the patient by the hematologists excluded the pre-
sence of primary effusion lymphoma or any other
underlying cause. Thus, the working diagnosis has
been that of autoimmune inhibition of erythropoi-
esis, and the patient was given two courses of
immune globulin, one course of high-dose predni-
solone (with very little or no response), and erythro-
poietin 10 000 U 3/week (with mild response).
In the meantime, the patient developed Kaposi
lesions on his toes, but greater attention to his
therapy was given after two major (and rare)
findings appeared 3 months later: the patient
was found to have a significant pleural and peri-
cardial (up to 1.5 L) effusion (both blood-stained
with a hematocrit of 4%), with the danger of
cardiac tamponade. The patient was given three
courses of chemotherapy, now completed, with his
disease being under complete remission. After the
therapeutic tapping of the fluid and before the
beginning of chemotherapy, an aliquot of the
patient’s pleural and pericardial fluid was sent
to our laboratory to be examined by PCR.
The samples were subjected to nucleic acid
extraction with phenol–chloroform–isoamyl alco-
hol (25 : 24 : 1 v/v). After extraction, separation of
the aqueous phase, and precipitation of the nucleic
acid with isopropanol, 70% ethanol was added
and the samples were incubated at 80 8C over-
night. Extracted nucleic acid was removed from
the ethanol and suspended in 40 mL of distilled
water, and 10 mL was added to a PCR master mix
containing magnesium chloride, its respective buf-
fer, deoxynucleotide triphosphates in equal
amounts, Taq DNA polymerase (MBI Fermentas,
Vilnius, Lithuania) and specific primers as pre-
viously described [9]. The reaction mixtures were
placed in a thermal cycler (PCRsprint-Hybaid,
Ashford, UK) programmed for a four-step proto-
col: 5 min at 95 8C for one cycle and then 30 s of
denaturation at 94 8C, 1 min of annealing at 58 8C
and 1 min of extension at 72 8C for 50 cycles,
followed by 7 min of final extension at 72 8C and
2 h of incubation at 4 8C. The amplicons were
stained with ethidium bromide and detected by
gel electrophoresis (2% NuSieve GTG agarose,
Rockland, Maine, USA).
Both of the samples (pericardial and pleural
effusions) were positive for KSHV DNA sequen-
ces. The detection of KSHV DNA sequences in
the pericardial fluid of HIV-seronegative patients
by a single targeted PCR has never previously
been described. DNA fragments belonging to
HHV-8 have been previously reported in HIV-
seropositive patients with KS, PEL [4] and MCD
[3]. Interestingly, in our case PEL was absent. In
conclusion, in cases of KS, and especially multi-
centric Castleman’s disease, where the pericardial
fluid is increased independently of PEL, we recom-
mend that after its therapeutic absorption it is also
examined by PCR for human herpesvirus 8.
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